(from 1-642 bp) 6/17/2026 10:10:51 AM

4.4 _pLGR_dual_guide_vector_with_mU6_cr3cs1_hué6c...

SgrDI

gggttecgegeacatttcceccgaaaagtgecacctgacgtegacggategggagatcteccgatecectatggtgeactctcagtacaatctgetctgatgeegeat
cccaaggcgegtgtaaaggggettttcacggtggactgecagetgectagecctctagagggetaggggataccacgtgagagtcatgttagacgagactacggegta

10 20 30 40 50 60 70 80 90 100

agttaagccagtatctgctecctgettgtgtgttggaggtegetgagtagtgegegagcaaaatttaagetacaacaaggcaaggettgaccgacaattgecatgaag
tcaattcggtcatagacgagggacgaacacacaacctccagegactcatcacgegetegttttaaattegatgttgttecgttecgaactggetgttaacgtactte

110 120 130 140 150 160 170 180 190 200 210

Nrul MIul Spel

aatctgcttagggttaggegttttgegetgettegegatgtacgggecagatatacgegttgacattgattattgactagttattaatagtaatcaattacggggtce
ttagacgaatcccaatccgcaaaacgcgacgaagegetacatgeecggtctatatgegecaactgtaactaataactgatcaataattatcattagttaatgececag

pU6 5'CMV promoter
CMV_immearly_promoter

220 230 240 250 260 270 280 290 300 310 320

attagttcatagcccatatatggagttccgegttacataacttacggtaaatggeecgectggetgaccgeccaacgacceccgeccattgacgtcaataatgacgt
taatcaagtatcgggtatatacctcaaggcgcaatgtattgaatgecatttaccgggeggaccgactggegggttgetgggggegggtaactgeagttattactgea

CMV_enhancer
pU6 5'CMV promoter
CMV_immearly_promoter

330 340 350 360 370 380 390 400 410 420

NdeI

atgttcccatagtaacgccaatagggactttccattgacgtcaatgggtggagtatttacggtaaactgeccacttggecagtacatcaagtgtatcatatgecaagt
tacaagggtatcattgcggttatccctgaaaggtaactgeagttacccacctcataaatgecatttgacgggtgaaccgtcatgtagttcacatagtatacggttcea

CMV_enhancer
pU6 5'CMV promoter
CMV_immearly_promoter

430 440 450 460 470 480 490 500 510 520 530

SnaBI

acgcceccctattgacgtcaatgacggtaaatggeccgectggeattatgeccagtacatgaccttatgggactttectacttggecagtacatctacgtattagtcat
tgcgggggataactgeagttactgecatttaccgggeggaccgtaatacgggtcatgtactggaataccectgaaaggatgaaccgtcatgtagatgeataatcagta

CMV_enhancer
pU6 5'CMV promoter
CMV_immearly_promoter

540 550 560 570 580 590 600 610 620 630 640
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Ncol CspCI

cgctattaccatggtgatgeggttttggecagtacatcaatgggegtggatageggtttgactcacggggatttccaagtctccaccccattgacgtcaatgggagtt
gcgataatggtaccactacgccaaaaccgtcatgtagttacccgeacctatcgecaaactgagtgeccctaaaggttcagaggtggggtaactgeagttaccctcaa

CMV...er
pU6 5'CMV promoter
CMV_immearly_promoter
650 660 670 680 690 700 710 720 730 740

tgttttggcaccaaaatcaacgggactttccaaaatgtcgtaacaactccgecccattgacgcaaatgggeggtaggegtgtacggtgggaggtctatataageage
acaaaaccgtggttttagttgccctgaaaggttttacagecattgttgaggeggggtaactgegtttaccecgecatecgecacatgecacectecagatatattegteg

pU6 5'CMV promoter
CMV_immearly_promoter

750 760 770 780 790 800 810 820 830 840 850

gegttttgectgtactgggtctetetggttagaccagatctgagectgggagetetetggetaactagggaacccactgettaagectcaataaagettgecttgag
cgcaaaacggacatgacccagagagaccaatctggtctagactcggaccctcgagagaccgattgatcecttgggtgacgaatteggagttatttcegaacggaactce

LTR 5'
HIV-1_5_LTR

860 870 880 890 900 910 920 930 940 950 960

tgcttcaagtagtgtgtgecegtetgttgtgtgactetggtaactagagatccctcagaccettttagtcagtgtggaaaatctctagecagtggegeecgaacaggg
acgaagttcatcacacacgggcagacaacacactgagaccattgatctctagggagtctgggaaaatcagtcacaccttttagagatcgtcaccgegggettgteec

LTR 5’
HIV-1_5_LTR

970 980 990 1,000 1,010 1,020 1,030 1,040 1,050 1,060 1,070

BplI BplI

acttgaaagcgaaagggaaaccagaggagctctctcgacgecaggactcggettgetgaagegegeacggcaagaggegaggggeggegactggtgagtacgecaaaa
tgaactttcgetttecectttggtctectcgagagagetgegtectgagecgaacgacttegegegtgecgttctecgeteecccgecgetgaccactcatgeggtttt
HIV-1_psi_pack

1,080 1,090 1,100 1,110 1,120 1,130 1,140 1,150 1,160 1,170

Nrul

attttgactagcggaggctagaaggagagagatgggtgcgagagegtcagtattaagegggggagaattagatcgegatgggaaaaaatteggttaaggecaggeggs
taaaactgatcgcctccgatcttectctctctacccacgetcetegeagtcataattegeccectettaatctagegetacecttttttaagecaattecggtecccce
HIV-1_psi_pack

1,180 1,190 1,200 1,210 1,220 1,230 1,240 1,250 1,260 1,270 1,280

aaagaaaaaatataaattaaaacatatagtatgggcaagcagggagctagaacgattcgcagttaatcctggectgttagaaacatcagaaggetgtagacaaatac
tttcttttttatatttaattttgtatatcatacccgttcgtccctecgatcttgetaagegtcaattaggaccggacaatctttgtagtcttceccgacatctgtttatg

1,290 1,300 1,310 1,320 1,330 1,340 1,350 1,360 1,370 1,380 1,390
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tgggacagctacaaccatcccttcagacaggatcagaagaacttagatcattatataatacagtagcaaccctctattgtgtgcatcaaaggatagagataaaagac
accctgtcgatgttggtagggaagtctgtecctagtecttcttgaatctagtaatatattatgtcatcgttgggagataacacacgtagtttcecctatctctattttcetg

1,400 1,410 1,420 1,430 1,440 1,450 1,460 1,470 1,480 1,490

BspQI
Sapl Fsel

accaaggaagctttagacaagatagaggaagagcaaaacaaaagtaagaccaccgcacagcaageggecggecgetgatcttcagacctggaggaggagatatgagg
tggttccttcgaaatctgttctatctecttetegttttgttttcattetggtggegtgtegttegecggecggegactagaagtetggacctectectctatactece

1,500 1,510 1,520 1,530 1,540 1,550 1,560 1,570 1,580 1,590 1,600

gacaattggagaagtgaattatataaatataaagtagtaaaaattgaaccattaggagtagcacccaccaaggcaaagagaagagtggtgcagagagaaaaaagage
ctgttaacctcttcacttaatatatttatatttcatcatttttaacttggtaatcctcatcgtgggtggttecgtttctcttctcaccacgtctetetttttteteg

1,610 1,620 1,630 1,640 1,650 1,660 1,670 1,680 1,690 1,700 1,710

agtgggaataggagctttgttccttgggttettgggagecageaggaagecactatgggegecagegtcaatgacgetgacggtacaggecagacaattattgtetggta
tcacccttatcctcgaaacaaggaacccaagaaccctegtegtecttegtgatacccgegtegeagttactgegactgecatgtecggtetgttaataacagaccat

RRE
RRE (pSico annotation)

1,720 1,730 1,740 1,750 1,760 1,770 1,780 1,790 1,800 1,810

tagtgcagcagcagaacaatttgctgagggctattgaggegcaacageatetgttgcaactcacagtetggggcatcaagecagetccaggcaagaatectggetgtg
atcacgtcgtcgtcttgttaaacgactcccgataactcegegttgtegtagacaacgttgagtgtcagaccecgtagttegtegaggtecgttettaggaccgacac

RRE
RRE (pSico annotation)

1,820 1,830 1,840 1,850 1,860 1,870 1,880 1,890 1,900 1,910 1,920

Bsml

gaaagatacctaaaggatcaacagctcctggggatttggggttgetctggaaaactcatttgecaccactgetgtgecttggaatgetagttggagtaataaatctet
ctttctatggatttcctagttgtcgaggacccctaaaccccaacgagaccttttgagtaaacgtggtgacgacacggaaccttacgatcaaccteattatttagaga

RRE
RRE (pS...ation)

1,930 1,940 1,950 1,960 1,970 1,980 1,990 2,000 2,010 2,020 2,030

ggaacagatttggaatcacacgacctggatggagtgggacagagaaattaacaattacacaagecttaatacactccttaattgaagaatcgcaaaaccagcaagaaa
ccttgtctaaaccttagtgtgctggacctacctcaccctgtctctttaattgttaatgtgttcgaattatgtgaggaattaacttcttagegttttggtegttettt

2,040 2,050 2,060 2,070 2,080 2,090 2,100 2,110 2,120 2,130 2,140
agaatgaacaagaattattggaattagataaatgggcaagtttgtggaattggtttaacataacaaattggetgtggtatataaaattattcataatgatagtagga

tcttacttgttcttaataaccttaatctatttacccgttcaaacaccttaaccaaattgtattgtttaaccgacaccatatattttaataagtattactatcatcct

2,150 2,160 2,170 2,180 2,190 2,200 2,210 2,220 2,230 2,240
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Kf1lI

ggcttggtaggtttaagaatagtttttgetgtactttctatagtgaatagagttaggecagggatattcaccattategtttcagacccacctcccaaccecgagggg
ccgaaccatccaaattcttatcaaaaacgacatgaaagatatcacttatctcaatccgtccctataagtggtaatagcaaagtetgggtggagggttggggetecec

2,250 2,260 2,270 2,280 2,290 2,300 2,310 2,320 2,330 2,340 2,350

acccgacaggcccgaaggaatagaagaagaaggtggagagagagacagagacagatccattegattagtgaacggateggeactgegtgegecaattetgeagacaa
tgggctgtecgggettecttatettettettecacctetetetetgtetetgtetaggtaagetaatcacttgectagecgtgacgecacgeggttaagacgtetgtt

2,360 2,370 2,380 2,390 2,400 2,410 2,420 2,430 2,440 2,450 2,460

atggcagtattcatccacaattttaaaagaaaaggggggattggggggtacagtgecaggggaaagaatagtagacataatagcaacagacatacaaactaaagaatt
taccgtcataagtaggtgttaaaattttcttttcccececctaaccccccatgtcacgtecectttcttatcatectgtattategttgtectgtatgtttgatttettaa

_ cPPT
cPPT ...ion)
2,470 2,480 2,490 2,500 2,510 2,520 2,530 2,540 2,550 2,560
BspMI Xbal
BfuAl Sbhfl

acaaaaacaaattacaaaaattcaaaattttcgggtttattacagggacagcagagatccagtttggttagtaccgggecccgcCCTGCAGGtctagagatecgacgce
tgtttttgtttaatgtttttaagttttaaaagcccaaataatgtcectgtcegtctctaggtcaaaccaatcatggeccgggcgGGACGTCCagatectectaggetgeg
mUé 11>

2,570 2,580 2,590 2,600 2,610 2,620 2,630 2,640 2,650 2,660 2,670

Barl Sspl

gccatctctaggeccgegecggecccctecgecacggacttgtgggagaageteggetactecectgecccggttaatttgecatataatatttectagtaactatagag
cggtagagatccgggegeggecgggggagegtgectgaacaccctettegagecgatgaggggacggggccaattaaacgtatattataaaggatcattgatatcete
3 mU6 1P

2,680 2,690 2,700 2,710 2,720 2,730 2,740 2,750 2,760 2,770 2,780

gcttaatgtgcgataaaagacagataatctgttctttttaatactagctacattttacatgataggettggatttctataacttegtatagecatacattatacgaag
cgaattacacgctattttctgtctattagacaagaaaaattatgatcgatgtaaaatgtactatccgaacctaaagatattgaagecatatcgtatgtaatatgettce

LoxP >
< mU6 ns

2,790 2,800 2,810 2,820 2,830 2,840 2,850 2,860 2,870 2,880

PsilI BstXI

ttataaacagcacaaaaggaaactcaccctaactgtaaagtaattgtgtgttttgagactataagtatcccttGGAGAACCACCTTGTTGZNNNNNNNNNNNNNNNN
aatatttgtcgtgttttcctttgagtgggattgacatttcattaacacacaaaactctgatattcatagggaaCCTCTTGGTGGAACAACCNNNNNNNNNNNNNNNN

T mU6 | | Proto...er A ¢

2,890 2,900 2,910 2,920 2,930 2,940 2,950 2,960 2,970 2,980 2,990
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BlpI

NNNGTTTCAGAGCTAAGCACAAGAGTGCATAGCAAGTTGAAATAAGGCTAGTCCGTTTACAACTTGGCCGCTTTAAGGCCGGTCCTAGCAAGGCCAAGTGGCACCCG
NNNCAAAGTCTCGATTCGTGTTCTCACGTATCGTTCAACTTTATTCCGATCAGGCAAATGTTGAACCGGCGAAATTCCGGCCAGGATCGTTCCGGTTCACCGTGGGC
3N | [ CR3hU6 inserts BsmBI ne

3,000 3,010 3,020 3,030 3,040 3,050 3,060 3,070 3,080 3,090 3,100

Ascl

AGTCGGGTGCTTTTTTTGCTCGAATCTACACTCAGCTATGGCGCGCCCCAAGGTCGGGCAGGAAGAGGGCCTATTTCCCATGATTCCTTCATATTTGCATATACGAT
TCAGCCCACGAAAAAAACGAGCTTAGATGTGAGTCGATACCGCGCGGGGTTCCAGCCCGTCCTTCTCCCGGATAAAGGGTACTAAGGAAGTATAAACGTATATGCTA
Sh CR3hU6 inserts BsmBI 1l

3,110 3,120 3,130 3,140 3,150 3,160 3,170 3,180 3,190 3,200 3,210

ACAAGGCTGTTAGAGAGATAATTGGAATTAATTTGACTGTAAACACAAAGATATTAGTACAAAATACGTGACGTAGAAAGTAATAATTTCTTGGGTAGTTTGCAGTT
TGTTCCGACAATCTCTCTATTAACCTTAATTAAACTGACATTTGTGTTTCTATAATCATGTTTTATGCACTGCATCTTTCATTATTAAAGAACCCATCAAACGTCAA
3N CR3hU6 inserts BsmBI e

3,220 3,230 3,240 3,250 3,260 3,270 3,280 3,290 3,300 3,310

NdeI BstXI

TTAAAATTATGTTTTAAAATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGATTTCTTGGCTTTATATATCTTGTGGAAAGCCAGAAACATGgNNNNNNN
AATTTTAATACAAAATTTTACCTGATAGTATACGAATGGCATTGAACTTTCATAAAGCTAAAGAACCGAAATATATAGAACACCTTTCGGTCTTTGTACCNNNNNNN
1 CR3hU6 inserts BsmBI

3,320 3,330 3,340 3,350 3,360 3,370 3,380 3,390 3,400 3,410 3,420

BlpI

NNNNNNNNNNNNGTTTAAGAGCtaagctggaaacagcatagcaagtttaaataaggctagtccgttatcaacttggecgetttaaggecggtcctagecaaggecaag
NNNNNNNNNNNNCAAATTCTCGattcgacctttgtcgtatcgttcaaatttattccgatcaggcaatagttgaaccggegaaattccggecaggategttecggttc

pro... B | Cas9 Constant Regionl-CS1 I
3,430 3,440 3,450 3,460 3,470 3,480 3,490 3,500 3,510 3,520 3,530
PaeR71
Xhol
T1iI BamHI NotI

tggcaccgagtcggtgetttttttctcgagNNNNNNNNNNNAGATATGCAGATtactaggatccattaggeggecgecgggaggtggtecctgecagttacgecaatg
accgtggctcagccacgaaaaaaagagctcNNNNNNNNNNNTCTATACGTCTAatgatcctaggtaatccgecggeggecctccaccagggacgtcaatgeggttac

\ | [ insertio...barcode |
<liCas9 Cons...ionl-CS1 | [ UCOE

3,540 3,550 3,560 3,570 3,580 3,590 3,600 3,610 3,620 3,630
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BspEI

ataacccccgeccagaaaaatcttagtagectteectttttgttttccgtgecccaacteggeggattgacteggeccettecggaaacacccgaatcaacttetagt
tattgggggeggtctttttagaatcatcggaagggaaaaacaaaaggeacggggttgagecgectaactgagecggggaaggectttgtgggettagttgaagatcea
UCOE

3,640 3,650 3,660 3,670 3,680 3,690 3,700 3,710 3,720 3,730 3,740

BsrGI Spel

caaattattgttcacgccgcaatgacccacccctggeccgegtetgtggaactgacceetggtgtacaggagagttegetgetgaaagtggtcccaaaggggtacta
gtttaataacaagtgcggegttactgggtggggaccgggegeagacaccttgactggggaccacatgtectetcaagegacgactttcaccagggtttecccatgat
UCOE

3,750 3,760 3,770 3,780 3,790 3,800 3,810 3,820 3,830 3,840 3,850

Pf1IMI

gtttttaagctcccaactcecccteccccagegtctggaggattccacaccctegeaccgeaggggegaggaagtgggeggagteeggttttggegecagecgetga
caaaaattcgagggttgagggggagggggtcgecagacctectaaggtgtgggagegtggegtecccgetecttcaccegectcaggecaaaaccgeggteggegact
UCOE

3,860 3,870 3,880 3,890 3,900 3,910 3,920 3,930 3,940 3,950

PshAI

ggctgecaagecagaaaagecaccgetgaggagactecggtcactgtectegeccecgectececcttecctececttggggaccaccgggegecacgecgegaacggt

ccgacggttegtctttteggtggegactectetgaggecagtgacaggageggggeggagggggaagggaggggaacccctggtggecegeggtgeggegettgeca
UCOE

3,960 3,970 3,980 3,990 4,000 4,010 4,020 4,030 4,040 4,050 4,060

AvrII

aagtgccgeggtegteggegecteegeecteccectagggeeccaatteccagegggegeggegegeggeccctecceccgeegggegegegeeegetgeccegeec

ttcacggcgecageagecgeggaggegggagggggateccggggttaagggtegeecgegecgegegeecggggaggggggcggrccgrgrgrgggcgacggggcees
UCOE

4,070 4,080 4,090 4,100 4,110 4,120 4,130 4,140 4,150 4,160 4,170

ttcgtggeegeecggegtgggeggtgecaccecteccecceggeggececgegegeageteceggetecctececctteggatgtggettgagetgtaggegeggaga

aagcaccggcegggecgeacccgecacggtggggaggggggecgeeggggegegegtcgagggecgagggagggggaagectacaccgaactegacatecgegectcet
UCOE

4,180 4,190 4,200 4,210 4,220 4,230 4,240 4,250 4,260 4,270 4,280

NsiI Agel

tgcatgtgeccgtcagtgggeagagegecacatecgeccacagtecccgagaagttggggggaggggteggeaattgaaccggtgectagagaaggtggegeggggtaa
acgtacacgggcagtcaccecgtctegegtgtagegggtgtcaggggetcttcaaccccectecccagecgttaacttggecacggatctetteccaccgegececatt

EF-1-alpha core promoter

4,290 4,300 4,310 4,320 4,330 4,340 4,350 4,360 4,370 4,380
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actgggaaagtgatgtcgtgtactggetccgectttttcccgagggtgggggagaaccgtatataagtgeagtagtegecgtgaacgttetttttegecaacgggttt
tgaccctttcactacagcacatgaccgaggeggaaaaagggcetcccaccecectettggeatatattcacgtcatcageggecacttgcaagaaaaagegttgeccaaa
EF-1-alpha core promoter

4,390 4,400 4,410 4,420 4,430 4,440 4,450 4,460 4,470 4,480 4,490

gccgecagaacacaggtaagtgeegtgtgtggtteccgegggectggectetttacgggttatggeecttgegtgecttgaattactteccacctggetgeagtacgt
cggecggtecttgtgtccattcacggecacacaccaagggegeccggaccggagaaatgeccaataccgggaacgeacggaacttaatgaaggtggaccgacgtcatgea
EF-1...ter EF-1-alpha intron A

4,500 4,510 4,520 4,530 4,540 4,550 4,560 4,570 4,580 4,590 4,600

gattcttgatcccgagettegggttggaagtgggtgggagagttcgaggecttgegettaaggagececcttegectegtgettgagttgaggectggectgggeget
ctaagaactagggctcgaagcccaaccttcacccaccctctcaagetcecggaacgegaattecteggggaageggagecacgaactcaactecggaccggacccgega
EF-1-alpha intron A

4,610 4,620 4,630 4,640 4,650 4,660 4,670 4,680 4,690 4,700

BspMI
BfuAl

ggggecgecgegtgegaatetggtggecaccttegegectgtetegetgetttegataagtctetagecatttaaaatttttgatgacctgetgegacgettttttte
ccccggeggegeacgettagaccaccgtggaagegeggacagagegacgaaagetattcagagatcggtaaattttaaaaactactggacgacgetgegaaaaaaag
EF-1-alpha intron A

4,710 4,720 4,730 4,740 4,750 4,760 4,770 4,780 4,790 4,800 4,810
Pcil

tggcaagatagtcttgtaaatgegggccaagatctgecacactggtattteggtttttggggecgegggeggegacggggeecgtgegteccagegecacatgttegge
accgttctatcagaacatttacgcccggttctagacgtgtgaccataaageccaaaaaccceggegeccgecgetgeccecgggecacgeagggtegegtgtacaageeg
EF-1-alpha intron A

4,820 4,830 4,840 4,850 4,860 4,870 4,880 4,890 4,900 4,910 4,920

Fsel PasI

gaggcggggectgegagegeggecaccgagaateggacgggggtagtctcaagetggecggectgetetggtgectggectegegeegeegtgtategeeccegeect
ctccgecccggacgetegegecggtggetcttagectgeccccatcagagttecgaccggecggacgagaccacggaccggagegeggeggeacatageggggeggega
EF-1-alpha intron A

4,930 4,940 4,950 4,960 4,970 4,980 4,990 5,000 5,010 5,020

gggcggcaaggetggeeecggteggeaccagttgegtgageggaaagatggecgetteccggecctgetgecagggagetcaaaatggaggacgeggegetegggagag
cccgeecgttecgaccgggecagecgtggtcaacgeactegectttctaccggegaagggecgggacgacgtecctegagttttacctectgegecgegageectete
EF-1-alpha intron A

5,030 5,040 5,050 5,060 5,070 5,080 5,090 5,100 5,110 5,120 5,130
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cgggegggtgagtcacccacacaaaggaaaagggectttecgtectcagecgtegettcatgtgactccacggagtaccgggegecgtecaggeacctegattagtt
gceccgeccactcagtgggtgtgtttecttttcccggaaaggecaggagteggecagegaagtacactgaggtgectcatggeccgeggeaggtecgtggagetaatcaa
EF-1-alpha intron A

5,140 5,150 5,160 5,170 5,180 5,190 5,200 5,210 5,220 5,230 5,240

ctcgecgettttggagtacgtcgtctttaggttggggggaggggttttatgegatggagtttcecccacactgagtgggtggagactgaagttaggecagettggeact
gagcgcgaaaacctcatgcagcagaaatccaacccccctccccaaaatacgctacctcaaaggggtgtgactcacccacctetgacttcaatecggtcgaaccgtga
EF-1-alpha intron A

5,250 5,260 5,270 5,280 5,290 5,300 5,310 5,320 5,330 5,340 5,350

tgatgtaattctccttggaatttgeccctttttgagtttggatcttggttcattctcaagectcagacagtggttcaaagtttttttcttccatttcaggtgtegtga
actacattaagaggaaccttaaacgggaaaaactcaaacctagaaccaagtaagagttcggagtctgtcaccaagtttcaaaaaaagaaggtaaagtccacagcact
EF-1-alpha intron A

5,360 5,370 5,380 5,390 5,400 5,410 5,420 5,430 5,440 5,450
TspMI
BmtI Tth111lI Smal
Nhel Pf1FI Xmal BsiWI

gctageccaccatgaccgagtacaageccacggtgegectegecaccegegacgacgtecccegggecgtacgeaccctegecgecgegttegeegactacceegee
cgatcgggtggtactggctcatgttegggtgeccacgeggageggtgggegetgetgeagggggcccggcatgegtgggageggeggcgcaageggctgatggggcgg
PuroR ¢

5,460 5,470 5,480 5,490 5,500 5,510 5,520 5,530 5,540 5,550 5,560

Rsrll BstEII

acgcgccacaccgtcgacceggaccgecacatcgagegggtcaccgagetgeaagaactettectcacgegegtegggetegacateggcaaggtgtgggtegegga
tgegeggtgtggeagetgggectggeggtgtagetegeccagtggetegacgttettgagaaggagtgcgegeagecegagetgtageegttccacacccagegect
> PuroR ¢

5,570 5,580 5,590 5,600 5,610 5,620 5,630 5,640 5,650 5,660 5,670

cgacggegecgeggtggcggtetggaccacgecggagagegtcgaagegggggeggtgttegecgagateggecegegeatggecgagttgageggtteccggetgg
gctgeecgeggegecaccgecagacctggtgeggectetegeagettegecccecgecacaageggetctagecgggegegtaceggetcaactcgecaagggecgace
> PuroR $

5,680 5,690 5,700 5,710 5,720 5,730 5,740 5,750 5,760 5,770

Mscl

ccgegeagcaacagatggaaggectectggegecgcaccggeccaaggageecgegtggttectggecaccgteggegtgtegeeccgaccaccagggeaagggtetg
ggegegtegttgtetaccttecggaggaccgeggegtggecgggttectegggegeaccaaggaccggtggeagecgeacagegggctggtggtecegtteccagac
> PuroR 4

5,780 5,790 5,800 5,810 5,820 5,830 5,840 5,850 5,860 5,870 5,880
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ggcagecgeecgtegtgetecceggagtggaggeggecgagegegeeggggtgeccgecttectggagacctecgegeccecgecaacctecccttectacgageggetegg
ccgtegeggeageacgaggggectcacctecgecggetegegeggecccacgggeggaaggacctetggaggegeggggegttggaggggaagatgetegeegagec
3S» PuroR »%

5,890 5,900 5,910 5,920 5,930 5,940 5,950 5,960 5,970 5,980 5,990

SexAI

cttcaccgtcaccgecgacgtcegaggtgeccgaaggaccgegeacctggtgeatgaccegeaageceggtgecggategggagagggcagaggaagtetgetaacat
gaagtggcagtggeggetgeagetecacgggettectggegegtggaccacgtactgggegttegggecacggectageccteteecgtetecttcagacgattgta

| from pMK1334 T
3» PuroR _ T2A 4

6,000 6,010 6,020 6,030 6,040 6,050 6,060 6,070 6,080 6,090

Agel

gcggtgacgtcegaggagaatcctggeccaceggtcectgecgetaaacgggtcaaactecgacggeggttetggaggtectgetgecaaagegegttaagttggatgga
cgccactgeagetectettaggaccgggtggecagggacggegatttgeccagtttgagetgecgecaagacctecaggacgacgtttegegecaattcaacctaccet

Sl from DMK1334 1
> T2A [ mycNLS | mycNLS |

6,100 6,110 6,120 6,130 6,140 6,150 6,160 6,170 6,180 6,190 6,200

Ncol BspQI
XcmI Sapl BsrGI

gggtcagggggagecaccgecaccatggtgtctaagggegaagagetgattaaggagaacatgeacatgaagetgtacatggagggcaccgtggacaaccatcactt
cccagtcceccteggtggeggtggtaccacagatteeccgettctegactaattectettgtacgtgtacttegacatgtacctecegtggeacctgttggtagtgaa

[ mTagBFP2 >
St from DMK1334 1

6,210 6,220 6,230 6,240 6,250 6,260 6,270 6,280 6,290 6,300 6,310

caagtgcacatccgagggcgaaggcaagecctacgagggcacccagaccatgagaatcaaggtggtegagggeggecctetececttegecttegacatectggeta
gttcacgtgtaggectcecgettecgttegggatgetecegtgggtctggtactettagttccaccageteccgeegggagaggggaageggaagetgtaggaccgat

< mTagBFP2 >
Il from pMK1334 Il

6,320 6,330 6,340 6,350 6,360 6,370 6,380 6,390 6,400 6,410 6,420

PasI Bsu36I

ctagcttcctctacggecagcaagaccttcatcaaccacacccagggecatccccgacttcttcaagecagtecttecctgagggcttcacatgggagagagtcaccaca
gatcgaaggagatgecgtegttctggaagtagttggtegtgggteccgtaggggctgaagaagttcgtcaggaagggactcccgaagtgtacectetetecagtggtgt
: mTagBFP2 :
St from DMK1334 1

6,430 6,440 6,450 6,460 6,470 6,480 6,490 6,500 6,510 6,520
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AloIl

tacgaagacgggggegtgctgaccgetacccaggacaccagectecaggacggetgectcatctacaacgtcaagatcagaggggtgaacttcacatccaacggecce
atgcttctgececcgeacgactggegatgggtectgtggteggaggtectgecgacggagtagatgttgeagttetagtetecccacttgaagtgtaggttgecggg

< mTagBFP2 >
{0l from pMK1334 1l

6,530 6,540 6,550 6,560 6,570 6,580 6,590 6,600 6,610 6,620 6,630

tgtgatgcagaagaaaacactcggetgggaggecttcaccgagacCetgtaccecgetgacggeggectggaaggecagaaacgacatggecctgaagetegtgggeg
acactacgtcttcttttgtgagecgaccctecggaagtggetctgGgacatggggegactgecgecggaccttecgtetttgetgtacegggacttegageaccege

< mTagBFP2 >
T from pMK1334 Il

6,640 6,650 6,660 6,670 6,680 6,690 6,700 6,710 6,720 6,730 6,740

ggagccatctgatcgecaaacgccaagaccacatatagatccaagaaacccgctaagaacctcaagatgectggegtctactatgtggactacagactggaaagaatce
cctcggtagactagegtttgeggttetggtgtatatctaggttetttgggegattettggagttctacggaccgeagatgatacacctgatgtetgacctttettag

> mTagBFP2 >
0l from pMK1334 I

6,750 6,760 6,770 6,780 6,790 6,800 6,810 6,820 6,830 6,840

EcoRI
PshAI MscI PacI

aaggaggccaacaacgagacctacgtcgageagcacgaggtggecagtggecagatactgegaccteectagecaaactggggcacaagetTtaattaagaattegteg
ttccteceggttgttgetetggatgeagetegtegtgetecacegtcaccggtctatgacgetggagggategtttgacecccgtgttegaAattaattettaageage

> mTagBFP2
n from pMK1334 |

6,850 6,860 6,870 6,880 6,890 6,900 6,910 6,920 6,930 6,940 6,950

BspDI
Pcil Clal

agggacctaataacttcgtatagcatacattatacgaagttatacatgtttaagggttccggttccactaggtacaattcgatatcaagettatcgataatcaacct
tccetggattattgaagcatatcegtatgtaatatgettcaatatgtacaaattcccaaggecaaggtgatccatgttaagetatagttcgaatagetattagttgga

WPRE ...ion)
I LoxP | WPRE
6,960 6,970 6,980 6,990 7,000 7,010 7,020 7,030 7,040 7,050 7,060

ctggattacaaaatttgtgaaagattgactggtattcttaactatgttgetecttttacgetatgtggatacgetgetttaatgectttgtatcatgetattgettce
gacctaatgttttaaacactttctaactgaccataagaattgatacaacgaggaaaatgcgatacacctatgecgacgaaattacggaaacatagtacgataacgaag

WPRE (pSico annotation)
wPRE

7,070 7,080 7,090 7,100 7,110 7,120 7,130 7,140 7,150 7,160
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ccgtatggetttcattttctectecttgtataaatectggttgetgtetetttatgaggagttgtggecegttgtcaggcaacgtggegtggtgtgeactgtgtttyg
ggcataccgaaagtaaaagaggaggaacatatttaggaccaacgacagagaaatactcctcaacaccgggecaacagtecgttgeaccgecaccacacgtgacacaaac

WPRE (pSico annotation)
wPRE

7,170 7,180 7,190 7,200 7,210 7,220 7,230 7,240 7,250 7,260 7,270

Pf1IMI

ctgacgcaacccccactggttggggeattgecaccacctgteagetecttteegggactttegetttececcteectattgecacggeggaactcategecgectge

gactgecgttgggggtgaccaacccegtaacggtggtggacagtcgaggaaaggecctgaaagegaaagggggagggataacggtgecgecttgagtageggeggacg

WPRE (pSico annotation)
wPRE

7,280 7,290 7,300 7,310 7,320 7,330 7,340 7,350 7,360 7,370 7,380

cttgcecgetgetggacaggggeteggetgttgggecactgacaattecgtggtgttgteggggaaatcategtectttecttggetgetegectgtgttgecacctg
gaacgggcgacgacctgtceccgagecgacaacccgtgactgttaaggecaccacaacageccctttagtagecaggaaaggaaccgacgageggacacaacggtggac

WPRE (pSico annotation)
wPRE

7,390 7,400 7,410 7,420 7,430 7,440 7,450 7,460 7,470 7,480 7,490

gattctgcgegggacgtecttetgetacgteectteggecctcaatccageggaccttectteeccgeggectgetgeecggetetgeggectettecgegtettegec
ctaagacgcgccctgecaggaagacgatgecagggaagecgggagttaggtcgectggaaggaagggegecggacgacggecgagacgecggagaaggegeagaagegg
WPRE (pSico annotation)

wPRE
7,500 7,510 7,520 7,530 7,540 7,550 7,560 7,570 7,580 7,590
BspDI
Clal Pvul

ttcgececctcagacgagteggateteectttgggecgecteccegeategatacegtegacctegatcgagacctagaaaaacatggagecaatcacaagtageaatac
aagcgggagtctgetcagectagagggaaacceggeggaggggegtagetatggeagetggagetagetetggatetttttgtacctegttagtgttcategttatg

WPRE (pSico annotation)
wPRE

7,600 7,610 7,620 7,630 7,640 7,650 7,660 7,670 7,680 7,690 7,700

Acc65I
Bsu36I KpnI

agcagctaccaatgctgattgtgectggectagaagcacaagaggaggaggaggtgggttttccagtcacacctcaggtacctttaagaccaatgacttacaaggeag
tcgtcgatggttacgactaacacggaccgatcttegtgttctectectecteccacccaaaaggtcagtgtggagtecatggaaattetggttactgaatgtteegte

7,710 7,720 7,730 7,740 7,750 7,760 7,770 7,780 7,790 7,800 7,810
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Pvull

ctgtagatcttagccactttttaaaagaaaaggggggactggaagggctaattcactcccaacgaagacaagatatecttgatetgtggatctaccacacacaagge
gacatctagaatcggtgaaaaattttcttttcceccectgacctteccgattaagtgagggttgettetgttctataggaactagacacctagatggtgtgtgttecg

cPPT
U3PPT (p...tation)
cPPT ...ion)
7,820 7,830 7,840 7,850 7,860 7,870 7,880 7,890 7,900 7,910

tacttccctgattggcagaactacacaccagggecagggatcagatatccactgacctttggatggtgetacaagetagtaccagttgagcaagagaaggtagaaga
atgaagggactaaccgtcttgatgtgtggtecccggtecctagtctataggtgactggaaacctaccacgatgttegatcatggtcaactegttctcttecatettet

7,920 7,930 7,940 7,950 7,960 7,970 7,980 7,990 8,000 8,010 8,020

agccaatgaaggagagaacacccgettgttacaccctgtgagectgeatgggatggatgaceccggagagagaagtattagagtggaggtttgacagecgectageat
tcggttacttcctctcttgtgggegaacaatgtgggacacteggacgtacectacctactgggectetetettcataatctcacctecaaactgteggeggategta

8,030 8,040 8,050 8,060 8,070 8,080 8,090 8,100 8,110 8,120 8,130

BspEI

ttcatcacatggcccgagagetgeatccggactgtactgggtetetetggttagaccagatetgagectgggagetctetggetaactagggaacccactgettaag
aagtagtgtaccgggctctegacgtaggectgacatgacccagagagaccaatctggtctagacteggaccctegagagaccgattgatecccttgggtgacgaattce
3' LTR
HIV-1_5_LTR

8,140 8,150 8,160 8,170 8,180 8,190 8,200 8,210 8,220 8,230

cctcaataaagcttgecttgagtgettcaagtagtgtgtgeecgtctgttgtgtgactetggtaactagagatcectcagacecttttagtcagtgtggaaaatcetce
ggagttatttcgaacggaactcacgaagttcatcacacacgggcagacaacacactgagaccattgatctctagggagtctgggaaaatcagtcacaccttttagag

3' LTR
HIV-1_5_LTR

8,240 8,250 8,260 8,270 8,280 8,290 8,300 8,310 8,320 8,330 8,340

tagcagcatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggecgegttgetggegtttttecataggetecgecceccctgacgageatcacaaaaatce
atcgtcgtacactcgttttecggtegttttecggtecttggeatttttccggegcaacgaccgcaaaaaggtatecgaggeggggggactgetegtagtgtttttag

ColEl origin
ColEl origin

8,350 8,360 8,370 8,380 8,390 8,400 8,410 8,420 8,430 8,440 8,450

DrdI

gacgctcaagtcagaggtggcgaaacccgacaggactataaagataccaggegtttcceccctggaagetecctegtgegetctectgttecgacectgeegettacc
ctgcgagttcagtctccaccgetttgggetgtectgatatttctatggtecgecaaagggggaccttegagggagecacgegagaggacaaggetgggacggcgaatgg

ColEl origin
ColEl origin

8,460 8,470 8,480 8,490 8,500 8,510 8,520 8,530 8,540 8,550 8,560
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ggatacctgtcegectttcteccttegggaagegtggegetttctcatagetcacgetgtaggtatetcagtteggtgtaggtegttegeteccaagetgggetgtgt
cctatggacaggcggaaagagggaageccttcgeaccgegaaagagtategagtgegacatccatagagtcaagecacatccagcaagegaggttcgacccgacaca

ColEl origin
ColEl origin

8,570 8,580 8,590 8,600 8,610 8,620 8,630 8,640 8,650 8,660

gcacgaaccccecgttcageccgaccgetgegecttatecggtaactategtettgagtccaacccggtaagacacgacttategecactggecagecagecactggta
cgtgcttggggggcaagtegggetggegacgeggaataggecattgatagecagaactcaggttgggecattetgtgetgaatageggtgacegtegteggtgaccat

ColEl origin
ColEl origin

8,670 8,680 8,690 8,700 8,710 8,720 8,730 8,740 8,750 8,760 8,770

acaggattagcagagcgaggtatgtaggcggtgctacagagttcttgaagtggtggectaactacggctacactagaagaacagtatttggtatetgegetetgetg
tgtcctaatcgtctegetccatacatccgecacgatgtctcaagaacttcaccaccggattgatgecgatgtgatettettgtcataaaccatagacgegagacgac

ColEl origin
ColEl origin

8,780 8,790 8,800 8,810 8,820 8,830 8,840 8,850 8,860 8,870 8,880

aagccagttaccttcggaaaaagagttggtagetcttgatccggecaaacaaaccaccgetggtageggtggtttttttgtttgecaagcagecagattacgegeagaaa
ttcggtcaatggaagectttttctcaaccatcgagaactaggecgtttgtttggtggegaccategecaccaaaaaaacaaacgttegtegtctaatgegegtettt

ColEl origin
ColEl origin

8,890 8,900 8,910 8,920 8,930 8,940 8,950 8,960 8,970 8,980

BspHI

aaaaggatctcaagaagatcctttgatcttttctacggggtctgacgectcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcet
ttttcctagagttcttctaggaaactagaaaagatgecccagactgegagtcaccttgettttgagtgecaattccctaaaaccagtactctaatagtttttectaga

ColEl origin
ColEl origin

8,990 9,000 9,010 9,020 9,030 9,040 9,050 9,060 9,070 9,080 9,090

tcacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatce
agtggatctaggaaaatttaatttttacttcaaaatttagttagatttcatatatactcatttgaaccagactgtcaatggttacgaattagtcactccgtggatag
AmpR

9,100 9,110 9,120 9,130 9,140 9,150 9,160 9,170 9,180 9,190 9,200

AhdI

tcagcgatctgtctatttcgttcatccatagttgectgactcceccgtegtgtagataactacgatacgggagggettaccatetggecccagtgetgecaatgatacc
agtcgctagacagataaagcaagtaggtatcaacggactgaggggcagcacatctattgatgetatgecctceccgaatggtagaccggggtcacgacgttactatgg
AmpR

9,210 9,220 9,230 9,240 9,250 9,260 9,270 9,280 9,290 9,300

https://Igr.benchling.com/Igr/f/lib_8fRKMY1M-plasmid-sequence/seq_bnFzhitE7m-4-4_plgr_dual_guide_vector_with_mu6_cr3c... 13/15



4.4 pLGR_dual_guide_vector_with_mU6_cr3cs1_hubcrics1_8bp_BC (10127 ... 6/17/2026 10:10:51 AM

gcgagacccacgctcaccggectccagatttatcagcaataaaccagecagecggaagggecgagegecagaagtggtectgecaactttateccgectecatccagtcta
cgctctgggtgegagtggecgaggtctaaatagtegttatttggteggteggecttececggetegegtettcaccaggacgttgaaataggeggaggtaggtcagat
AmpR

9,310 9,320 9,330 9,340 9,350 9,360 9,370 9,380 9,390 9,400 9,410

Fspl

ttaattgttgccgggaagctagagtaagtagttcgecagttaatagtttgegecaacgttgttgecattgetacaggecategtggtgtcacgetegtegtttggtatg
aattaacaacggcccttcgatctcattcatcaageggtcaattatcaaacgecgttgcaacaacggtaacgatgtccgtagecaccacagtgegagcagecaaaccatac
AmpR

9,420 9,430 9,440 9,450 9,460 9,470 9,480 9,490 9,500 9,510 9,520

Pvul

gcttcattcagectccggttcccaacgatcaaggegagttacatgatcccccatgttgtgcaaaaaageggttagetectteggtectecgategttgtcagaagtaa
cgaagtaagtcgaggccaagggttgectagttccgetcaatgtactagggggtacaacacgttttttcgecaatcgaggaagecaggaggetagecaacagtcttcatt
AmpR

9,530 9,540 9,550 9,560 9,570 9,580 9,590 9,600 9,610 9,620 9,630

Scal

gttggccgcagtgttatcactcatggttatggecageactgeataattctecttactgtcatgecatecgtaagatgettttetgtgactggtgagtactcaaccaagt
caaccggcgtcacaatagtgagtaccaataccgtcgtgacgtattaagagaatgacagtacggtaggcattctacgaaaagacactgaccactcatgagttggttca
AmpR

9,640 9,650 9,660 9,670 9,680 9,690 9,700 9,710 9,720 9,730
cattctgagaatagtgtatgcggecgaccgagttgetettgeecggegtcaatacgggataataccgegecacatagecagaactttaaaagtgetcatcattggaaaa

gtaagactcttatcacatacgccgetggctcaacgagaacgggecgecagttatgecctattatggegeggtgtategtettgaaattttcacgagtagtaacctttt
AmpR

9,740 9,750 9,760 9,770 9,780 9,790 9,800 9,810 9,820 9,830 9,840

cgttctteggggegaaaactctcaaggatcttaccgetgttgagatccagttegatgtaacccactegtgeacccaactgatetteageatettttactttcaccag
gcaagaagccccgettttgagagttcctagaatggegacaactctaggtcaagetacattgggtgagecacgtgggttgactagaagtcgtagaaaatgaaagtggtce

9,850 9,860 9,870 9,880 9,890 9,900 9,910 9,920 9,930 9,940 9,950

Sspl

cgtttctgggtgagcaaaaacaggaaggcaaaatgecgcaaaaaagggaataagggcgacacggaaatgttgaatactcatactcttectttttcaatattattgaa
gcaaagacccactcgtttttgtectteegttttacggegttttttcecttattecegetgtgectttacaacttatgagtatgagaaggaaaaagttataataactt

9,960 9,970 9,980 9,990 10,000 10,010 10,020 10,030 10,040 10,050

https://Igr.benchling.com/Igr/f/lib_8fRKMY1M-plasmid-sequence/seq_bnFzhitE7m-4-4_plgr_dual_guide_vector_with_mu6_cr3c... 14/15



4.4 pLGR_dual_guide_vector_with_mU6_cr3cs1_hubcrics1_8bp_BC (10127 ... 6/17/2026 10:10:51 AM

BspHI

gcatttatcagggttattgtctcatgagecggatacatatttgaatgtatttagaaaaataaacaaatag
cgtaaatagtcccaataacagagtactcgecctatgtataaacttacataaatctttttatttgtttate

| AmpR promoter \

10,060 10,070 10,080 10,090 10,100 10,110 10,120
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